Previous studies have shown that a single skin test to histoplasmin may induce complement-fixing antibodies or M precipitins (or both) to histoplasmin in histoplasmin-sensitive, but serologically negative, individuals. Ideally a skin-test antigen should be one which detects hypersensitivity without stimulating humoral antibodies. Histoplasmin skin-test antigens presently used contain both H and M antigens. The present study was undertaken to evaluate an histoplasmin skin-test antigen deficient in the M component but containing the H antigen. Thirty histoplasmin-hypersensitive subjects were bled prior to administration of the experimental skin-test antigen and at various time intervals thereafter. Only six of the thirty hypersensitive subjects showed serological responses. The sera of the six, however, only showed weak precipitin reactions, five showed M bands, and only one showed an M and an H band. None showed complement-fixation titers with either the yeast or mycelial antigens of Histoplasma capsulatum. Our data suggest that the use of a skin-test antigen purified to contain only H component would detect histoplasmin hypersensitivity without inducing antibodies and would eliminate false-positive serological reactions caused by the M component.
Previous studies (3) have shown that a single skin test with histoplasmin may induce complement-fixing antibodies or M precipitins (or both) to histoplasmin in histoplasmin-sensitive, but serologically negative, individuals. Such studies by various investigators indicate that the incidence of this response may range from 3 to 58% in healthy hypersensitive subjects. Ideally, a skin-test antigen should be one that detects hypersensitivity without stimulating humoral antibodies. Production of such a histoplasmin would reduce the number of false-positive reactions noted in the serodiagnosis of histoplasmosis. It has been suggested (4) that histoplasmin skintest antigens that contained only the H component might react in such a manner. The present study was undertaken to evaluate a histoplasmin skintest antigen that possessed the H component but little or no M component.
MATERIALS AND METHODS
Antigens. The M-deficient histoplasmin was produced by the method described by Wiggins and Schubert (6 no consistent difference in the antigenicity of the two histoplasmins. Furthermore, by using a pared ttes t (P = 0.05), the average difference (0.06) between indurations produced by the two antigens was not statistically significant, i.e., not significantly different from zero.
Forty prebled subjects were skin tested with the 0.35% M-deficient histoplasmin, and their antibody responses were monitored. Thirty of these subjects were hypersensitive, demonstrating areas of induration ranging from 5 to 20 mm. Of these 30 reactors, none demonstrated complement-fixing antibodies to histoplasmin and only 6 (20%) demonstrated precipitins. The sera of five of these six patients contained precipitins to the M antigen only. The sera of the sixth patient had precipitins to both the H and M antigens. Table 1 summarizes the serological data accumulated from 114 hypersensitive and serologically negative subjects who had received a single skin test with H-42 histoplasmin, 19 similar subjects who were tested with the Parke, Davis & Co. histoplasmin, and 30 hypersensitive subjects who were tested with the M-deficient antigen. Our data indicate that the M-deficient skin-test antigen, in contrast to the two conventional antigens, elicited no complement-fixing antibodies within the 30-day period after administration of the skin test. The M-deficient antigen did elicit M precipitins, but the precipitin bands produced were noticeably weaker than those elicited by the conventional histoplasmin skin-test antigens. Further studies were performed to determine more accurately the relative amounts of H and M antigens in the three histoplasmins used. Various dilutions of 10 times concentrated histoplasmin skin-test antigens were run in immunodiffusion tests against various dilutions of anti-H, anti-M, and anti-H and M sera to determine the highest dilution of antigen reactive with the highest dilution of antisera. The agar-gel titers obtained for H and M precipitinogens in these antigens are shown in Table 2 . Apparently, all of the skin-test antigens studied contained approximately the same level of H antigen. However, the M-deficient antigen contained 5 to 10 times less M antigen than did the standard H42 and Parke, Davis & Co. histoplasmins.
The results indicate that M-deficient histoplasmin skin-test antigens elicit hypersensitive reactions in H. capsulatum-infected individuals without inducing complement-fixing antibodies in their sera. The skin-test phenomenon appears mainly to be a product of reaction with the H antigen, since diminution of the M component failed to affect the skin-test Dotency of the Mdeficient antigen. (Fig. 1) .
Antigen analysis indicates that the M-deficient histoplasmin contained five to ten times less M antigen than the standard H-42 and Parke, Davis & Co. histoplasmin antigens ( Table 2) . The M antigen concentration was sufficiently low to eliminate false positives in the complementfixation test but not in the agar-gel test. Although M bands were produced with the sera of individuals who had been skin tested with the M-deficient histoplasmin, they were very faint. (Table 1) .
The experimental antigen, despite traces of the M component, was superior to conventional skin-test antigens in that it did not stimulate formation of histoplasmin antibodies detectable by the complement-fixation test. Recent reports (1, 2) indicate that the histoplasmin antigens H and M may be effectively separated by ion-exchange chromatography. Our data suggest that the use of a skin-testing antigen purified to contain only H component would be ideal for the detection of histoplasmin hypersensitivity without inducing antibodies, and would eliminate false-positive serological reactions caused by the M component.
